
App!n No.: 10/027,219 
Applicant(s): Marc Vidal et al. 
REVERSE TWO-HYBRID SYSTEMS 



.1. 0 O E ?' E* 1L *1 O S B Q O E 

Page 1 of 25 




URA3 



SP013 



Basal 

Foa R 
Ura" 



Interaction 
Foa 

Ura + 




HIS3 



HIS3 



> 



His 



His 



i- ^ Lacz b-Gal b-Gal 

GAL1 



FIG. 1 



:iL o O Ei: 7*' H :i «. a B liv'l: O-O 



NJ6 



/.jph! ..o.. i:02.'219 

Apcicant(s): Marc Vidal et al. 

P - ytR3E TWO-HYBRID SYSTEMS 



Page 4 o. , 



■ I 




Appln No.: 1C027 ?19 

<\o . '.'idPletal. 

- O- BRID SYSTEMS 



:i.CD O 2 7 2 .1. H ^ . O O O id! 

Pcge 7 of : 5 




LEU 2 



CYH2 S 




TRP1 



CEN 



i 



Transformation 



i 



MA 7a Leu transformants 



My* 7a Trplransformants 



! 



Mate non-activators 



Foa counterselection 



Cross 
His selection 



Leu*Trp flls diploids 



Affaftx non-activators 



Ura, His 3AT, and PGal 
screens 

Cyh shuffling (Optional) 



Potential interactor pairs 



Systematic sequence analysis 
of interactor pairs 



Organization on a grid 



FIG. 9 



In vivo manipulation Recognition of specific DNAs of 
of the BCL interest and their specific partner 

by DNA/DNA hybridization 




FIG. 12 \ 



1 0 O E2: ".7* H .1. «. -O S iS O O 




^ps.i Uj.. .0/027,219 

A-' JI1CJ.UVS/ Marc Vida) et aK 

R£ VERSE TWO-HYBRID SYSTEMS 



Page 2 of 25 



0) 

c 
o 



CO 



CM 



CM 

O 

o 



CM 



8 

s 

< 



Q. 

a 
< 



CM 



< 



c 



CO 

a 



CM 
IU 



CM 



CM 
IU 



CO 



S S3 £ 



c 

3 



C 



CM 



o 

O 

a 



.1. 0 D H 7E :l - OS E! O O H 



, Applicant(s): Marc Vida! et al 

f REV-.KSH TWO-HYBRID SYSTEMS 



Page 16 of '5 



c 
o 

t> 
a> 

CO 

a> 
> 

'« 
o 
a. 



c 
.2 
o 

CD 

CO 

o 
> 

to 

CO 



^ v 



E 
o 
o 



E 
o 
10 



^•^^•-' : '" : .\r-. 



</> 



o 



CD 



o 



a 
+ 

CD 
Q 



< 

+ 

r- - 
CL 
Q 
CD 

a 



LL. 
CM 
III 

6 
< 

+ 

CD 
Q 



< 

+ 

QL 

a 

CO 

o 



CM 
LU 
• 

a 
< 
+ 

n 

DC 

a. 

CD 

O 



7 
a 
< 
+ 

o 
u. 

CO 
Q 



< 

CD 

a 



.i. o o k* "7 h ± «9 ... o & e o if::ii e? 




Gap repair 



± O □ El! 7*" E!l .1. «3» . O S 2 O O 



Appln N<\: 10/027,219 
Applican.(s). n/iarc Vidal et al. 
REVERSE TWO-HYBRID SYSTEMS 



Page 18 of 25 



In vitro mutagenic PCR reaction 

(TRP1) 
LEU2 




FIG. 18B 



l 0 Tfl^ H 



'•op!n ! - c: 10/027,219 

' nafcinit's): Marc Vidal et al. 

F.e'VERS£ TWO-HYBRID SYSTEMS 



.:.!!. Ol Ol E y 2 1. cj . OS Et O ill «3 
Page 21 of 25 



CM 
X 

o 



Q 
111 

< 



W *T CO CM r- 

U_ U- LJ_ U- U- 

CM CM CM CM CM 

u Ul |U UJ 111 



° ^ ^ UJ Ul UJ 
Z Z 0. Q. CL 

_ > o o o 

_J _J — J — J — I 
-I -J >- > u- 

> > > > > 

X UJ UJ UJ Q 
0.0.0-0.0. 

o o o o o 

(flWOOO 
co co co co co 
_j — i — i — i — i 

Z X X >■ CO 



o o cm i- m 
cm co co co «o 



u. u. u. u. u. 

CM CM CM CM CM 

m m m ui ui 



CM 



SOOOOO 



:i a e 7 a jl ^ .„ o s r* q o 




Appln No.: 10/027,219 
Applicani(s): Marc Vidal et al. 
REVERSE TWO-HYBRID SYSTEMS 



O 

m 



Page 21 of 25 



I 5 § 



o 
o 

Q. 



o 



2 



CM 

m 



Q 



m 

5s 



i 



3 



c 



c 
o 



a 

Q. 
Q 



CM 
CM 

(D 



s 



CD 

< 
Z 

a 



CO 



o 
O 



c 
o 



u 
c 

3 



:ll..O O JEt 7' R ;L Q ... O O IE: O Oi iS: 




Appln No.: 10/027,219 
Applicant(s): Marc Vidal et al. 
REVERSE TWO-HYBRID SYSTEMS 



Page 22 of 25 



45 S. 
E E 
2 o 



C 

co 



(0 
C 

E 



u 
+ 

Q_ 



0) 
Q. 



•2 5 = 2 

3 CO fc 

il O to 

ss i 



o 

O 

c 
o 

cr 
o 

CO 

3 ^ . 

c = o> 

£ c.£ 
«S 2 « 
S 2-E 

... <D 
0) t- r- 

£ o £ 

o o St: 
w ^ -5 

10 — 

o o 

§ SL « 

13 o 

c co 2 
c O) o 

O c CO 
Q- co j= 



c 

CO 

£ 

CO 

c 

CO 



O 



1 



o 
+ 

d> 



CO 

c 

CO 



c 
12 



o 



—I 

CO 

1 



o 

CD 



O 

O 

CO 

o 




c^ 
c 
o 



E 



E 
o 

O 



CO 
CM 

e> 



CO 

x: 
>» 
O 



CD 
—I 

1 



+ 



CO 

I 



.1. 0 O El! "7 ifi! :il '9i OCSS-OI O 




Page 23 :>f 25 



Sensitivity 



1 Mutagenesis of X (or Y) partner 

t 

SELECTION for Foa Resistance 




(Restrictive conditions) 



J Replica-plating 

t 

SELECTION for Ura/His growth 



FIG. 23B 




(Permissive conditions) 



;1 0 D E! y E 1 : 1. ., O El! -in J II O S 





Appln No.: 10/027,219 
a-:...iic \r, -;s; ,tfax Vidal et al. 
RE'/ErSSfc TWO-HY3RID SYSTEMS 



;iio o b 72 /J.. 9 o e aio in ; 

Page 25 of ?o 



CLONE AND EXPRESS 
DB/Ag FUSION 




IMMUNIZE 
ANIMAL 




A F 



O PERIPHERAL 
B CELLS 



1. PCR Light and Heavy Chain 
Variable regions 

2. GAP REPAIR into 

Ab Expression Vectors 



© 




AO 




a 




FIG. 25 



